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-v — t> — t Ltffl^fcxyf ^ A • A/7j/t'f (EI A) ^> R I A 
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£fc f* « if ji o fc (Kim N W . Science. 23; 2 

66:H201lH;~3l2015H(1994KChen XQ. C 
lin Cancer Res. 6 : | 3 8 2 3 l~| 3 8 2 6 1 (2 
0 0 0 ) *#§.). 

K«asiH36-e#ixri, -t n »a , ¥$)L-c»SiLT;^a£ai-c-3 o o on 

~ 4 0 0 0 (0 CD Jfe E gfc 5 . »*l:J8^T, ffi3®££5f£-£3fcJ6 

co^SHSUr&^-C, * KH:: -t © J: 5 /A*©HSfla*IUi©fe**r'HIIBK: 

f5, £ K , 3 0 0 0(®~4 0 0 0i@CO^iSSfflJ3a^M^4>o^iiJiaro 
0. 0 1%T-fo54i-S-s T* , ^j4X10 7^COSBfla35S^*tl/5wi 

-t © J; 5 * ffe © jW US Sr tf JB flftt » 31 & © f ti co ^ jfe tc «t o 
TtS5: <k # # ft 

* , M $ £B JJS ^ Jffi ?^ I*" i: ^ < b;^cD|Mtt&}$-oTjfu£' : M£«D 



WO 2005/049864 PCT/JP2004/017542 

6 

^&!S4&SilWll&rt©#fl^*8ftDNA^BaJt^RNAftir;&Sjli^'t»fc: 
inttl58ft.RNA#ttttl$iT.5 i t # x. tu 5 . h It 9 -c fe *t fi , 

©a* tan* v. L^L**sf>, 0^ic^}'mmm<Dm^mmm 

m <d # & m i- § ft * a* * *» o it o 

« 

£@j£1-5fc«>©#85* # In $ K & T P 5 & ri* ^ M £ ft 

-5„ AS (D BE i& £ Jfn. tb T? # , IE ^ $1 "C tf> IS 9 »" ^ ^ 

* IB ttft t? # , 3Sffl)!SS*coRNA^ 1 ~ 1 0 3 fc° — U"<yv©iSS^S'C^ 

«j&BHi8oifli±fc^v^ % *ia»ojEa'fk;as"eriBJc/Aofcr. SrS»tr % 
toi 5 ft i« A £ ft 3t * & # *T m t ft 5 u# ft A o T t fc r. t -e , # ffi 

«i!Hll&S3l5RNA©j£»{b<&3ISl©*#ttftffiW{£fcffioT^5£#;*. 

* 3B M tt , ± 13 L M & ft? & 1 - 5 & ^ ft £ ft 1> o T- o T , # 

is 93 <£> ra ^ 

iS^Ht, RNAO*t*tfK»S#8l8i:, R N A *-grtf 

P C R £ , /H^-HT, hTERT"Cfi> CGGAAGAGTG 
TCTGGAGCAAirGGATGAAGCGGAGTCTGGASrffi 



WO 2005/049864 PCT/JP2004/0 17542 

7 

V^-CfTW P CRICi 9 it i|S £ H 7c P C R ^ & P CRStlte^tfc 

it * <d ffi m % 2 m fa «c © «s & «■ * a* tt , **'t'*>6flEiina • a *m us 
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SIT. *«W K:ffi3*t*W#*© — b < WWi" S. 
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1 6 0 0-3 QOOxgT'lO^P^, 4 "C "C if <l> # 81 L , R N A & ^ if 
J^K L T , «! <* id JS ^ 5 *» , «[ffl*"C-8 0*C»CR?*i-S. 
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Kl # L , 1 5 , 0 0 0 xgJU±T10#IHK 4 <C T? ii to # fill U , CD ± fil 
£• 0 . 22mi c r o me t e r 07^^? - t'IILt> R N A 3r 
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iDffKRWtS^ ± IE 1 ) X 2 ) CiDIIBLfc, R N A £ 
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5/ h ( /i 1) <D%r%RW: WW ( d i lut i on buf fer), 1 
ysis buffer(SV total RNA isolation 
s y s t em), * fc f4 , TR I z o 1 R 3R * JB T * * <0 ft , DNa s 
e^at^A/^RNAtttiiSr^-^T^CrO^J-eii, SV total 
RNA i s o 1 a t i on sys t e f£ ^ o T 9 

20<D^/±W^«£M§kHfcRNase free water 200 
micro liter^^RNA^:, 20 micro literSrR 
T - P CRKJSCffl^5^> 10 mi cro 1 i te r ffia^il 
tft5±5li:IB8L, t^>l t^py^^ln 1) £ R T - P C R 

cDNA^t^t5ir^SSR£«)tfe« ( £ <0 « -e tt , SYBR 
Green 1, p (R o c h e )|iS^ffl^T^5 0 ) £fflV^c^ 

# L , i^>f^uy^h^ ( u 1 ) K1270p3^;v (m 1) <o 

^^^^(^O^iJ-Trfi.SYBR Green l.nyv'^CRoche) 
ttfflf S:ffi^t^5o) * ffl ^ > ( r GD^J X fit > On e S t e 

d RT-PCR kit (Q I AGEN)0^ = a7^)C^o tS(£S 
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0 c h e) ttS4) * y Ht, ■7 = »7/l' ( r. © « tt , One S t 
ep RT-PCR k i t (Q I A G E N)(0? = a 7^)©ts*I 9 I: 

^ © , K JE& ft # b T , l)i»lE¥S«S:5 0tt3 0 j>, 2 ) R /S 
S'tt'fkSPtiLT, 95tfl5*,t08, 3)3^fy/OPCRI 

01 * > LX, hTERTttt, CGGAAGAGTGT 
CTGGAGCAAirGGATGAAGCGGAGTCTGGASrffiVV 
A F P "C , CCAGAAACTAGTCCTGGATGT<kCGTG 
GTC AGTTTGCAGCATTll^S. # h tl tc ff 80 tk , #M 

JR l B »4 , P C R ?£ <fc *^BJtc#?)5S^®r^&T*ttttS$tufcR 
N AtlC(4, TP y^S^S (CD3, CD8, PCRfcJ;!H|(|S*i 

fcPCRlft^P CRllsig^t5S)t6IS:fflv\ S * K: «■ « + 
So) U'itiittf, jk*^^o|»*«:WlBUfcr.4:«r^-rHTa>«. 

D 3 , C D 8 > C D 1 9 ^ CD22, CD45, CD 6 8 ©mRN Aft 

if t? St SS U fc 0 

$2Bltt, Jff£A J: /Ff W SE ) Iff # ^ * # 5"^ it * S 
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^^TSOJbSBiC^^frT^S. ft E © £ # »d 95% ft H E & ^ 7 

313 12 fi s *3SWfc«5«»»r*fe*s, «*©MaF^'- * - 1= 

(hTERT mRNA^tfAFP m R N A ) «r£Hfc**P*fbfc. 

i 

£©jta.»*«l&*K tfeSEBrJ!. JfiJSifc. lffi&©$Mb 

St) k (0&&Mi!)tVr\Z. i. ZltlSlK. £. V , # (d , hTERTmRNA©?§ 

3& v •> }fl §1 ri* 5 £ , |fl a» Id ft o „ 

#50 fit, 2 0©j4fe^f§51. (hTERT m R NAStfAF P m R 

NA) KJ;5«&JW:frfefc£3£ftflsro&a^#ft£&3*b'rv>5RO 

Cftitfci. ROCftlli, Re c e i v e r op e r a t o r 

characteristic curve analysis Sr^-^e 

m 5 B h m h A* ft <fc 5lC%^>'5ETt*J|l4(t-C*5ffFJW'fc»V^-C» 
# 38 9MC iffi 5Sfi?^i (hTERT m R N A ) \£ & Z> m&MJj & . 
A £ 8 8 . 2 % T? 9 s #IS*6 8 . 7%t?foofc 0 

— # % ifi ^ 3§ 31, (AFP m R N A ) »Cj;3tf#[0r#ifetts fl£ ft 7 

If (D&tf^Mm (»S t A/ if © JfF # V tt * /I/ * tt tttt Jff 
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tC^^jfi-fe^^^. (hTERT mRNA) £J:5$#S&Fr;fr}£c9Jggte, 

8 5. 9 % x *? r> , * > ft^sii, 70. o % t* o v ftb © a m •* - 

$ — M 3& -5 t> <D X fi ft >&> o fc . 



FP, AFP-L3, DCP) i: , 20(7551^^-^^ (hTERT mR 
N AStfAF P mRNA)(C£3-l&!tlfr:^i£©;£*fiI£^fcfc€-B&l£#t 



* 1t , 1711^ flf^V^joftS^^COffl^-^ — (AFP, AF 

P-L3, DCP) ia5jSii*ftt, 2o©Ifef|§I (hTER 
T mRNA&T>*AFP mRNA) i£ £ Z> ffi&WiJj <D $k & , Utt ffF 
^JfeA^feflT^^^roiaS-Cx it # ± T>*# ^ £ K o ^ T ft 5£ L fc 13 T* 

^6EIS:t>*^7lll75^, Bf^f^oM^-^ — # — co — o-efctK * & H 
^is|;^<,fc7;i'7 7 7i F7nf^y (AFP) *2o©I6?-«a 

(hTERT mRNASUAF P mRNA) \£ & 5 & & Wi % & X & ft 
L/tiw5> *»MJci«*ite-7-3Sa (hTERT mRNA) lUSl 
» »r * it <0 * # » ^3K<©jte^-3Ba (AF P) iCiS^H^^ft ( A A 
69. 3%, ^F^^60. 0%) .fc 9 i6 J8S g 5. 9%, # 

^ |g 7 0 . 0 % ) £ ^ "T - t # , Id fe ft o . 

Jls^StfSlGf^S (AFP mRNA) ICfcS-M^rZfrSfc 
©*#,f£*©Ste-?383i(AFP)K:J;5*»»r#fe(JS&6 9. 3%, 

# M it 6 0 . O%)£0t>ift1''>JftA(jfttt7 1. 6°/4,ftSS6 7, 5%) 
£ ^ -f - <fc i« , m h ft o ■ . 

i © r t b , * 3S M »C IR * 3t € ^- 35 * (hTERT mRNA) <fc 
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ttfc„ KKU If&W 5 5tfe^3S§i (hTERT m R N A ) fc J; 5 
u^yvft)^^ V — =■ > ? ti^si & t£ 9 > -At*l)#< <o A # a* JH 36 

*t,*8Stfliiilfi^*a(APP m R N A ) \Z £ Z> faB M X %k 

*o * * y- = v^*t^Hli^*9, - A T* t> # < o A % ifi SB 18 H, A t>* f? 

W > * 91 *B ^ (D % &W%nM1r ZtzttKDm&tDJ&Wir-te, * % W £ & 
•5 ^ *r # ft i Lt> A^4 , * i ?>RNA3:ttfflUfc:#iJ£;^Lfc#K ;£ 36 

jfD.^i!y.^W#:^^bRNASrttttli _ 5<t 5tLtt J:V\ 
£ $ ± © f U /B "T IB 14 

US * til <6 i" 5 r t # W II ft 5 o 

* fc , t*f i»bmRNA4:^tfKlt4;ll5J:5fctfcOlf, ft «a » 

III^, fcf f ©^illS^^tfo^ (hTERT) ^ A F 

P SritUtS i 5 ft » It Jfc » ft*l^©*r#K«rjEflkfc:t&tti-*-5r.£:j&s 
Sfd, PCR^=fT5l^^'Kffl-t-57 0 7-i'^-iSrX^i-5^i{c:'J;i?, 
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it * <d m w 

M1BRNA©^t^tpK***»5>iS!"lB^i»*"CcDNASr^fifti-aiS»<B^ 
iiS6t«*feS5;fflV^PCR^, ^7'f?-HT, hTERT 
T' fi . CGGAAGAGTGTCTGGAGCAAirGGATGAAG 
CGGA.GTCTGGA*ffl^tffV\ WISP C R Kl J; 9 *&« £ *X 7t P 

cRjM&itijfapcR s * t»-s-ufc*3tfe*srffivN, ^ fi m «• ay -r 

B£fgS/£i^#;£.ii?£ffiV N fcP CRSr^?^?- i L T , A F P T? „ 
CCAGAAACTAGTCCTGGATGTtCGTGGTCAGT 

TTG CAGCAT'T^ffi^tffV\ if IE P C R \£ £ 9 tfj tl * *V P C 
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HAIRETSU 

SEQUENCE LISTING 

<110> Miura, Noriraasa 
Shiota, Goshi 

<120> Method for cancer diagnosis 
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